detect circulating breast cancer cells, showing by means of RT-PCR a sensitivity threshold of one tumour cell per million mononuclear blood cells [6] . Mammaglobin has also been used for detecting occult metastases in sentinel axillary lymph nodes of breast cancer patients by means of RT-PCR [7] .
However, the biological role of mammaglobin in breast tissue, and by extension in breast cancer, is completely unknown. The biologically active form seems to be a complex formed between mammaglobin and another member of the family, BU101, also known as lipophilin B [8] , so its mechanism of action might form part of a more complicated chain involving several elements.
In the present study we have quantified the expression of mammaglobin in a series of human breast carcinomas, and have correlated this expression with all available clinical and molecular parameters, with the intent of clarifying its biological role in breast cancer.
Materials and methods
The tumours were obtained from patients operated on for breast cancer at Fundación Tejerina, Madrid, Spain, after having obtained written informed consent for doing so before surgery. The tumour fraction was identified at the time of intraoperative biopsy (which was performed in all patients), to exclude, to any possible extent, contamination from normal breast tissue. The specimens were either immediately snap-frozen in liquid N 2 , or immersed in RNAlater™ (Ambion Inc, Austin, Texas, USA) and frozen at -80°C over the next 24 hours.
In all, 128 tumour specimens were studied, of which 104 were infiltrating ductal carcinomas (IDC), 20 were lobular infiltrating carcinomas (LIC) and 4 were tubular carcinomas. These fresh tumour specimens were used for the extraction of RNA and RT-PCR and also for flow cytometry. The immunohistochemical procedures described below, in their turn, were performed on slides from routinely processed paraffin blocks used for conventional pathological examination.
Of the 128 patients, 15 had received chemotherapeutic treatment, and the tumour specimen was obtained at the time of rescue mastectomy. The rest had received no treatment whatsoever.
RT-PCR
RNA was extracted from the tumour specimens with the RNeasy™ commercial kit (Ambion Inc), in accordance with the manufacturer's instructions. The total RNA content was immediately quantified in a spectrophotometer (GeneQuant pro RNA/DNA calculator ® ; Amersham Pharmacia Biotech, Uppsala, Sweden) after dilution 1:10 in RNase-free water, and the RNA was then frozen at -80°C until further use. The RT-PCR reaction was performed in a thermal cycler with a commercial one-step RT-PCR kit (Ambion Inc). The primers used were 5′-GAA GTT GCT GAT GGT CCT CAT GCT GGC-3′ (sense) and 5′-CTC ACC ATA CCC TGC AGT TCT GTG AGC-3′ (antisense), and the conditions of RT-PCR were as follows: denaturing, 95°C for 30 s; annealing, 62°C for 15 s; elongation, 72°C for 20 s (30 cycles); and final cycle, 72°C for 7 min. The primers encompass the whole open reading frame of the h-MAM gene, which is made possible by the relatively small size of the three exons forming it (44, 189 and 36 base pairs [bp], respectively). Furthermore, the presence of two comparatively large introns between them (604 and 1890 bp, respectively), avoids the appearance of false positive bands caused by co-amplification of contaminating DNA.
The β-globin gene was co-retrotranscribed and amplified in parallel under exactly the same conditions in a second tube as part of each reaction, using a set of extremely permissive primers and the same amount of mRNA, to function as an internal positive control (Fig. 1) . Because 1 µl of the extracted RNA solution was used directly for RT-PCR, without further dilution, to obtain a homogeneous RNA concentration in all the samples, the band pairs in the different lanes of the gel shown in Fig. 1 have different intensities, reflecting the original RNA concentration corresponding to each tumour studied.
After amplification, 10 µl of each product was run for 20 min in a 2% agarose gel at 100 V, which was then stained with ethidium bromide. The bands were detected in a ultraviolet transilluminator, photographed with a Kodak Digital Science DC-40™ digital camera and analysed by means of the 1D Image Analysis Software™ package, both from Eastman Kodak (Rochester, NY, USA). By means of the latter, we measured the net density of the bands. Dividing this by the net intensity of the control band ('differential PCR'), or by the initial RNA concentration of the sample, we obtained a measurement in arbitrary units that reflects, in comparison with that of the remaining samples, R67 the relative expression of the gene under study in each of them. Both values were closely correlated with each other (r = 0.4537, P < 0.0001) and were interchangeable for comparative purposes. Thus, after having processed onethird of the samples, and realising that we always obtained a measurable h-MAM band, we decided to abandon the co-amplification of the β-globin gene and just used the relationship between the source RNA concentration and the final band density for quantifying h-MAM expression, which halved our expenses on RT-PCR reagents.
Immunohistochemistry
The immunohistochemical technique employed was the standard one at our laboratory, and has been described extensively elsewhere [9] . In brief, 5 µm paraffin sections were mounted on poly-L-lysine coated slides for heatinduced epitope retrieval ('HIER' technique) in citrate buffer. We used the same commercially available streptavidin-biotin-peroxidase kit (Histostain-SP; Zymed, San Francisco, California, USA) throughout the whole procedure, to ensure uniformity of results. The antibodies employed were as follows: NCL-CB11 (c-erb-B2), NCL-ER-6F11 (oestrogen receptor) and NCL-p53-D07 (p53), all from Novocastra Laboratories (Newcastle, UK); and prediluted MIB1 (Ki67) and PR-2C5 (progesterone receptor) from Zymed. The incubation time was 1 h at room temperature in a humid chamber for all antibodies, which, apart from the prediluted MIB1-Ki67 solution (which was directly used as supplied), were employed at the following dilutions: NCL-CB11 (c-erb-B2), 1:40; NCL-ER-6F11 (oestrogen receptor), 1:100; NCL-p53-D07, 1:100. The evaluation of nuclear staining patterns (oestrogen receptor, progesterone receptor, Ki67 and p53) was straightforward, because tumours positive for oestrogen receptor, progesterone receptor or p53 always showed specific staining in more than 10% of tumour cells. For p53, this tends to reflect adequately the expression of mutant p53 protein, as we have shown in the past by comparing p53 immunostaining and the detection of point mutations by means of single-strand conformation polymorphism [10] . In a later study [11] , Schmitt and colleagues showed that tumours with less than one-third of the cells only moderately staining on immunohistochemistry had no detectable mutation of the p53 gene. If this more stringent criterion was applied to the tumours of our study, only 3 of the 21 with positive staining for p53 did so in less than one-third of the cells (one of them, however, very strongly in 20% of cells). Reassignment of the two cases with moderate staining in less than one-third of the cells, according to Schmitt and colleagues, would not alter the general results (see Table 2 ), so we adhered to our standard cutoff of 10% throughout the study. The Ki67 labelling index was expressed as the percentage of reactive tumour cells. The tumours were considered to be positive for c-erb-B2 when more than 10% of cells showed complete specific membrane staining.
Flow cytometry
Fresh tumour tissue, kept in phosphate-buffered saline at 4°C until processing (not more than 24 hours later), was finely minced with a scalpel blade, mixed with 2 ml of DNA-prep Stain reactant and 100 µl of DNA-prep LPR reactant (both from Coulter Corporation, Miami, Florida, USA), and incubated for 30 min at 37°C. The resulting mixture was then filtered through a 50 µm pore filter and was then ready for cytometric analysis in a Coulter EPICS XL cytometer (Coulter Corporation). Analysis of the histograms obtained was performed with the help of the MultiCycle DNA Cell Cycle Analysis software package (Phoenix Flow Systems, San Diego, California, USA). Tumours were considered diploid when the DNA index obtained was 1.0, and aneuploid for any value diverging from 1.0, including tetraploid tumours, with a DNA index of 2.0.
Statistics
For comparative purposes with all other qualitative variables, the h-MAM expression values, expressed in arbitrary units, were split into 'high' and 'low', using for this purpose the median value for the whole group (205.78 units) as a cut-off. All clinical and biological tumour variables potentially associated with high h-MAM expression were individually tested in a univariate model (Table 1) . Those associations attaining or showing a trend towards statistical significance were subsequently included in a multivariate model (Table 2) , in which high h-MAM expression was taken as the dependent variable. This was done with the purpose of identifying clinical or biological features independently associated with h-MAM expression, because many of the parameters tested in the tumours are known to be closely interrelated (for example, DNA ploidy and Ki67 labelling index). The statistical analysis was performed with the STATA statistical package (Stata Corporation, College Station, Texas, USA).
Results
RNA was obtained from all 128 tumour specimens, and the h-MAM c-DNA was successfully retrotranscribed and amplified in all cases.
The expression level, quantified in arbitrary units as described above, ranged from 3.4 to 920.4 units.
From the univariate model, it can be seen that 'high' h-MAM expression was correlated significantly with oestrogen receptor and progesterone receptor expression, diploid DNA content, low Ki67 labelling index and low nuclear grade, and almost significantly with absence of axillary nodal invasion in the mastectomy specimen. All these features, without exception, reflect a less aggressive tumour phenotype. There was no difference in h-MAM expression between tumours from previously treated and untreated patients (Table 1) , or between tumours belong-ing to different histological varieties of breast cancer. Eliminating the 15 previously treated patients from the analysis altered the results only slightly in the multivariate analysis, in which progesterone receptor expression and the absence of nodal invasion was independently associated with high h-MAM expression in untreated patients; in contrast, if the whole group was considered, diploid DNA content and progesterone receptor expression retained statistical significance. However, as can clearly be seen from Table 2 , the general trend is maintained throughout, whether or not previously treated patients are included in the analysis.
Discussion
Watson and Fleming [3] were the first to study mammaglobin expression by means of RT-PCR and Northern blotting in human breast cancer specimens. They studied 35 breast carcinomas of different histological varieties, and found h-MAM to be overexpressed (at least 10-fold relative to normal breast tissue) in 23% of cases. This corresponds roughly to the 75th centile of our distribution expressed in arbitrary units, so both findings are superimposable. Ours also agree with those of Watson and colleagues in that mammaglobin expression is not bound to any particular histological variety of breast cancer. Again, Watson and colleagues studied the expression of mammaglobin in breast cancer by means of immunohistochemistry [10] , and found a high immunoreactivity in 81% of tumours. There were once more no differences according to histological variety. Moreover, they detected mammaglobin mRNA by means of RT-PCR in 10 of 11 lymph nodes from patients with metastatic breast cancer, reflecting their colonisation by cells from the primary tumour.
This specificity of mammaglobin for breast epithelial cells has been widely used to detect circulating metastatic cells in the blood of breast cancer patients [4, 6] . However, to our knowledge, mammaglobin expression has not previously been correlated with other clinical and biological features of the tumours, as we have done, to achieve a better understanding of its role in the oncogenic activation of breast ductal and lobular epithelial cells. Our results, in this sense, all point towards the same conclusion: that a high h-MAM expression reflects a better differentiation, a lower proliferation rate and a higher hormone dependence of the tumours, all of which together define a better prognosis. This is corroborated by the fact that we also found in our series a significant inverse correlation between a high mammaglobin expression and the most important negative clinical prognostic factor for breast cancer, namely axillary nodal invasion.
There still remains the open question of whether this is attributable to a particular mechanism mediated by mammaglobin, or whether mammaglobin expression is just a feature of the normal breast epithelial cell that gets lost during the dedifferentiation process associated with increasing malignant transformation. However, it seems that things might not be as simple as that. Watson and Fleming [3] reported that h-MAM mRNA levels tend to be higher in tumours than in the corresponding normal breast tissue, something we also found in the course of our investigation. In fact, of the 45 normal tissues from the operated breasts containing the studied tumours available to us, 29 (64.4%) showed lower mammaglobin expression levels than those of the corresponding tumours, whereas the contrary was true of the remaining 16 normal tissues. However, we are reluctant to derive any conclusions from these findings because of the small sample size, on the one hand, and the doubts about how normal is 'normal' breast tissue from a breast in which cancer has already arisen, on the other. In fact, this fundamental question is the main subject of our continuing investigation.
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Finally, the possibility remains that mammaglobin expression might be hormonally regulated, and that all other features associated with a less aggressive phenotype might be a by-product of hormonal activity. In favour of this hypothesis stands our finding of a significant association between high h-MAM levels and hormone receptor expression in the studied tumours, and a previous report by Zach and colleagues [4] , who found elevated circulating levels of h-MAM mRNA to be significantly associated with the presence of tumours positive for oestrogen receptor.
Conclusion
In conclusion, high mammaglobin expression in breast cancer is associated with a significantly less aggressive tumour phenotype. Further studies are needed to clarify whether this is attributable to h-MAM expression itself or to another mechanism of which mammaglobin expression forms part.
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